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£ £> 1-0* U < ft 50, 000-900, 000 ^ h ^T*fc £ . ^ ^fflT'fe^kf— 350, 000 

MMftfttS- r©iffl©^T\ Bttte-j£Ct\ SfefcjM* 

# y h^-7f-<X<^tt»ffi*JRS:a^-r5r i:*ST?#S 0 80,000— 
300,000 £3B#Li-5£, ^*©Jfc«fc«J/h$v\ j£gE^fc^fcl^fc^ti~5 
£ # RlfTe*) !K Btofc < koT05IK:jg^£*t.5o £fc, ^PiSH 1 * 150,000 
~400,ooo «t5t^ ^ftH^©tti«RW<£^ J ? : *^©»«6*W:fl5< 

as. itm^^^ h y^^ie^s 7^^y/-^i^if^^ a> 

^W©M*t^*5VNT^Tg!il?fcSo ^W^** 350,000 h >-Sr3lS^.SBISrfe 
^wa-^sa* i, 500, 000 ^ h ^T-cfcti^,— - 1 , 
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-e 2 o %nmtdfc, m^m-grte ioo %55< (D^miix^t^mT*^ s 0 
^y^/v^^, #y y .^iib, -tm ^y^^^w *Ky# 

zbfc£<>xm:m&f&7kikirZ>z.b&»S%z-VfoZ>o coffin 
^f^mrtiaoTt ^® £ o 'it b x. t£ t K o * <f- 

y/^oSi^s fesv^T^^i^^tfy^^^y 
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2 3 4 3 6 1^i), 1^777 

2000-1850 9 4^^|Bm^tVfc^^if^03t^ffl £*b5o 

(2) thskm%mmmmwKmA~rz>^m-, 

«HHSr»JtUT3teSJfiL*fifc^llfa61l*T?*)«. **5, @3~5i^f5i/ 
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2fSfe (HI, Endstop&K 4>5S*R^*W# % ^»fc^*^J:9*««* 
ilttS^ (02, Discard fe), fcSV^i, W^4>^±tLttM 

(HI 3 X Aspirate £fe) Endstop » jfeti, 4>££Brt<E>^ 

#> N Jfe^M4 I ^CSI§*^^J;^J£^-h#^^C^i-V^fcfe. Endstop fei «9 , 
Discard m<Dttmm\zMm Discard $fe©4§£v 

7^^!)/ — y ^*3(i^«Z>*'.Bout £ tf>Jfc Bin/Bout 2 ~ 2 o'tf *>5 £ £ 
Aspirate mt, M^h^U^^t VXm&!&&t i &iBi'tZ&&frto*!Z U 

\t±^mM±[CY£Wi7£X% ft^XK iMRJEfcafiV^^SU fci:;tfi(K 0 5MP 
a^JbOfi^^ioT, »*»ft««flftf^Srim-r*r.i:^"e#*o Discard 
fei^t-s 4>^(D^ffi(C^$-&^^^a^«0*Cinitial 
7^^1)7 — y ^jftfi&SKOft Cend £ (Dm<Dit, Cinitial/Cend « % 2 ~ 2 0 
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£ bfc. Aspirate m<Dftmte0kfc(O®M t bT N M5«JiilJI©*as 5X1 0" 5 ~ 5 
X 1 0" 4 m 3 , ^M^iir^tf^cD^BWo. 0 0 l~lm\ mW^ZZp. 
J£ii 0 . 0 0 1-0. 0 8 MP a L V \> fcl&f: U < ^lWtf>* 

#1x1 o~ 4 ~4 x i o- 4 m\ &m£ j &z> r P&&<ot\-m^mfto. 0 1-0. 

5m 2 , iftSltei-SgJEflSO. 0 1—0. 0 8MPat'fc5o 

Aspirate jfeUloV>t, laSrfflV^T, PUBilllRW-t"*. HI 3 fc^ bfc<£>fcis 
* % —fflt<D*t » — /l^ w- ^ U 5 COM:** b T , @4l^U 

fcl&So HI 5 UfcOte Aspirate fefci 6 ^^^t^IMiAl, ^WOtM 

*&&mz;&Z>mnt&Z) 0 JE73_L#<£>B^te0. 0 5MPa~0. 0 7MPaaSjI^ 
Endstop fe v Discard Aspirate &©V^-ftbt>—^^^^T ^i"S^^S^S: 
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xi>^\ 

mfcteoWMb UTfi, 77^^ XIII, ^^n^^^-^^s^tf^ttSo 

mm, &im®ijfomsmf btiz>o 

(om&m&tox, m^mnrr, mfeumxmm^z^fem&m^zz. t&x% 

5 0 iMitltlt MEM^tt, BME^i, DME^i, aMEMfi x 
I MEM^i, ESigifc. DM-1 6 Oitiffi, F i s h e rfffi, F 1 2.JgFi&* 

wEi&tfu r pm i &£Tf±&mm<Dm&m^(D&mmmzfam&Mx. 

mzftZZ b^5&X, 1 0~5 0W*L< ,3 0-4 O°C^#^0^bV\ 

^±^i^ot#b tifrmmmz&Wfttfr h mm § hubh- s & «> 
Miasm -fe/^^ u-/<-iz£%mnm£mM\z.£z>jj&te¥&mfb 
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±iE<&lM^a*fc&ffl$Jh<S*feJtfctt, *fr«jmr±, ATP, AD p % — 

( 2 ) ( i ) -e# e> ttfcaia®^-*,' jfiC/hteSrK* W mshm&mm z-&z>m 2 © 

(3) (2) x-nbtit^j^*-^ M.^mmmt^^t^mum^mv, m 

-©IS (1) til^I lg!7 ^ ;^ - i Ut 14, #^n-5 0 8 
8 1 Z^4kn^fcWML<0?>(fr9-ft¥&m? btlZo *fc> (2) T?JBV> 

5|2l7^;^^©fii:Um #<k¥2- 1 3 5 8 7#^f««PK:SB«S07W' 

-rx% jfD./J«ttlk^f ifi, atp, adp, it'^yy, 37—^^ 
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— *\ ±!B©ejfiL«35>e)ifcw$^s^str4.'TiB6x©:- 

(2) (i) t?#p>tb^7^/^-^ % ^jfe^tt^w^tfumx^^au, is- 

NF » IL-1; IL-6f©t^h^y) *>S V^fi^TllW^ 

(1) #jfiL^^JkiBI«r5iil$*s JfiL/J^.t 6 ifa3fc& 55^-5^1^:7^ — 

(2) (1) -e»e>ti/fc7-f^-K:, jfc>J^^flrffc«l:eJiL3«flH4^»KSr^ 
X@; . ■ 

xm (i) -?m^z>$&iwty ><fr?—<omb u-c», W2-n 5 8 7t 

jfiL^^** jfo./J^ilii^WVl'* — (WOO 1/3 2 2 3 6 -^ft^K &L 
AMm^y-fA"*— (#&¥0 2-1 3 5 8 l£ZQ&\<D&1&7 4 & 
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(1) h^-^'fit^s'o, 0 0 0^h^±9 0 0, OOO^h^T© 

(4) mvto&mfoM&wwm-r&^m: 

JkmftMftoMKOZT&X^J* (15) KiiiU ^l©?»ja*^AH:J:oT^m 
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Uftv^s N 09*.ff N tfyx/vfr^, tHU TA*x Aral's /tfy^i/^ tfv 
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# 

itA± 9 mtmm^SL 400ml[ |tl H IS M t b' T 56ml tf> CPD 
(Citrate-phosphate-dextrose SIGMA #M C7165) %WiW £r x 50ml JS^'fr^a. 
— jT (0^^ b l/f^ Iclsy No. 352070) fc^t, it'5#Bt (1, OOOg X 

15 ^t) (KUB0TA14^3740) {CTlftlJt 235ml 3r#fc 0 ^^^7 !) — if — (EEV-204N 
Whirlpool %fcSSi) .m^U - 2 7^C^T 30^#gUT^$^fc o 
AofcS6fa-y^ N ^ m£&-2.5^R)£Lfcft^'b^ (KUB0TA 

tt^3740) rtfc^U-C30^TO©Ufc o ^T^fc^ ^-OfiS^r 12^^ 
R*U^;»J©?^aiir>«K:a^*-^y«r^'U, 30 Ufc ft ft 

jg^ft (SANYO tfc®[ Medicool MPR-510, 4*0 It 30 ^Wflg Lfc„ S^fclM'fr 
#gt (l,000gX15#\ IX)) «rfrV\ -LtfSrl&ifcU 7^!)y-^yl» 

^^S'J^^iy b (Fisher Scientific £t Pacific Hemostasis *y h) &;BV\ M 

jfe^Hfitt^— ^#<D^WS#^ofe 0 EUDtUfc^^^y y-yv*«40. 2m 
g . UfcjfoJt^SatS - ^^aoafeJtemtt 198m g "Cfc t> % 

HHKsfSW: 20. 3% (40. 2/198 X 100=20. 3) "Cfc o fc„ 7^f7U; — ^ >ig$g#? £ . 
50mM i^{b^7 r> A (Sigma %tM C5080) Sr&tf t h Jf0.il foV tf (Sigma 
tti4T8885) (5. 0 NIH units/ml) *MKft£"U 7 :7 U 

itAi t) # $T m JfiL 40ml [ #L ^ @ #J £ U T 5. 6ml <D CPD 
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(Citrate-phosphate-dextrose SIGMA #M C7165) SrSfeftP] 50ml JBafrt^a. 
-^(0*^^ h ^-r^y^tfcJRNo. 352070) iC^Je> % 5S^Bt (1, OOOgX 15 
£\ 4*0 (KUBOTA *fcM 3740) UU;!K jfiL& 20.5ml .£#fc 0 x ) 

(EEV-204N Whirlpool %tM) fc^U -3 0tfct6'0 £TO£gUT^#£ii:fCo 

(KUBOTA frM 3740) ftfe 30 #|HJ*fc1t ^Ot.^ISrt (SANYO *h$8 Medicool 
MPR-510, 4°C) fc30#M*SMKbfc. *«^Jt^l» (l.OOOg X 15 1 <C) £r 

ism* 7.im g -efcofc„ Lfcjkigi^*ttS7^7*y y-tf^mvmfe 

24. 8m g -Cfe 5 i • HUDl^fi 28, 696 (7.1/24.8X100=28.6) -Cfeofc 0 7 -f 
<^**M&£, SOmM^fl^W^ (Sigma %fcM C5080) Sr^tf fchlfo. 
IK h o V tT (Sigma #M T8885) (5. 0 NIH units/ml) b £r3(f < U 

^ y tilia57>f^P > — Casali b^fel^ofc 

(Transmission, 32 N 641-643, 1992) „ miftA J: 9 #fc£r£$Jfo. 40ml 
tt 5. 6ml <£> CPD (Citrate-phosphate-dextrose SIGMA C7165) ft-^JD] £r > 
50ml M^'h^ xl —7 ('H*^ byf^^>yy|±lNo. 352070) St'fr 

(l,000gX15£\ 4^) (KUBOTA #M 3740) \ZXihM 22. 5ml £#fc 0 
m&U7 V — if — (MDF-293 SANYO |fc») fc^U -80 < C^'C 18 RtHaftl^ & tfc„ 
J^lJl4 < Clil^$^^J* (MPR-311 SANYO %kM) rtfc^UT 16 f^M^U 
8B£fi?#Lfc 0 ^Ki^S'i>«t!:Tl,000gXi5^IWat^SISrtfofe (4°C)„ ^ 
j&£;ftfc2t»&£L£i&J; 5 lOKSLfta*^ _h|B^#^#o TS^^^S.^ 
*Srijfe03gU^, 8R*8K ^4°C^T l,OOOgX15^•<D3g^SfS^ ^ fTV^, etJK^ 

SrHUKu 7>f7!Jy-^y»i bfco muxufc^yy y-^ftte 8.7 
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^9ix %(Djkm^^tl% 7^^U; — ^*tf>S!lJ&i£*tt 21. 5m g "Cfc ?K HI 
•J&*tt40.5% (8.7/21.5X100=40.5) "CfcofCo 7 ^ y / — ^*JR&4fc& 50mM 
9 h (Sigma $fc£T C5080) Sr^tf t b Jfclg fn^ If >169K (Sigma £fc§g 
T8885) (5. 0 NIH units/ml) t < U 7 W ^ P >-^£^#J& 

jttfcfli 2 (^* / -/v-ftKfe^i s^^yy ^m^w^ >f -f y 

/ —jvmz. iS7^P; — ^ ^flSft&MHtts Kjaergard ©^TfeJC^ 
ofc (Surg Gynecol Obstet, 175(1), July, 1992) 0 WftXfr b#fc£r$MiL 40ml[£i 
3§@#J LT 5. 6ml <D CPD SrSSJn] %• 50ml ^3S*C^a— ~f ( 0 h isf 4 * 

V y ^frig No. 352070) |C A*W 600 g X 10 &m<0&'b&M (KUB0TA *fc$£ 3740) 
«r?TV\ lfoJt-£r#fco C tf>«2r$rbVN 50ml ffl3t^a:r- -^fc^U, 30 
'TtKtKJ: (0*0 -C"2.5ml <b^Z J~)V (99. &%ft*tt^A£4±tt) £H#**# 

i!)7^7!;/ ^«ttfe**pii& u 7^7]j; yiilii £ u 

tc 0 IHUXbfc^W^y 7— -7*^S« 2.7m go 7G<£>JfoJt^£*x5 7 W ^ P / — 
•T^*^/©^** 21. 5m g T'fc <9 , H|l&S*f± 12. 7% (2. 7/21. 5 X 100=12. 7) T? 
• feofc 0 ^ffi^-C-85 £ C-eff^Ufc„ «l:7^!Jy^il««?: 37^-C 
SFflFU 0. 3^<D80mM^b^^v-!7A. (Sigma t±M C5080) Sr^tPt hJfcJ&hn 
(Sigma £t§£T8885) (5. 0 NIH units/ml) *i-Hf^ > < 21-^5 - t <fc 

HJfcfcl 1 T-m^ bfc 7 •? y l/^m$Lm^K)&Wrtt 0. 5ml £ 24 ? s/W/l^:/ 
V— b (B*^ hf^sf^y^tiM No. 353047) _L(£»1U "M*^ T^U 
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Ufc (n=3) 0 20#^L MS^y VtItt««U, 4mM^/l^ 

t>\ 10«^^Jteffjt»Sr.^.tf ttBM-E#Jft (^CP^m^Mi 12-102-504) 
JBHB £ ¥fc 2 X 10 4 fi©Efk . b J^]M§^* ^a^^ia HEL299 (HEL ATCC 
CCL137) SrSSJPU 37^C N Em 2 m&<DBkWtrf%'f rt^^y 
PftM BNA121D) KX 72mffl&%tVft 0 J#*3fc, b^Cfe 37°CKl;MU-C:i8^ 

fc y y®i«ti^-e*ftfiiia*^^*tfc, o. 25% h y ^vaBft w ^ 

IfhO-^ca^th 15050-065) lml H^s/H*U T'W— b & 37°C. MMkif 
^ ft 30 JE^ t h^W*5feH,m^l«^lH]lt5lb, 

CyQUANT Cell Proliferation Assay Kit (Molecular Probes %tS9 SrJlV^T, ^ 

#±t?^*bfcE^t b^0*^»WW^f*x 12. 5±0. 3X10 4 ^T*fco^L 

M&ie # * ^mii^flwi- § m mmmm zmfevtzttz, s. 4 ± 0. 3 x 10 4 
hMt!R.m&*ffim&mm (hed KM-r^mmmmm^mrnvtit^^, e.3± 

0.2Xl0 4 ^-efcofc (n=3 (D^m±U^M^)o 

hm^m^mm^mmicM-r^mmmm^^m^tct r 4. i±o. 2x 

10 4 fliT*fcofc (n=3 <D^iff±41MI^)„ 

^l»J 1 RTf 2 % ^mcJtit^!] 1 RTF 2 T?# *b *Lfc:7 ^ ^ y / — ? ^HtW- 
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> nr y y > — fismj&m 
(%) 


mmWt : xlO 4 cells) 




20.3 


12. 5±0. 3 




28.6 


8. 4±0. 3 




40.5 


6. 3±0. 2 




12.5 


4. 1±0.2 



WI2 (£»3?lfflJ&<D^5tfl§) 

mmm ix*ftmLt£7 j -tf ^mmm o. 5mi t \ somM mttuy^v^. 

(Sigma f±M C5080) Sr^tf t h«> n ^ If (Sigma *fc§£ T8885) (5.0NIH 

units/ml) **ft*frU 24 r^A-^/l^yv— h (0^^ 1^7* W 

isQM No. 353047) ±fcl 7 4 -? ]) ytt^fWMftt^fS btc (n=3) „ 
20 ^ y y >-K8fc«ffiS^^i^U 4mM^ 

^ 5 >\ 2% S'J&f-pJliLi* D-MEM (-f > tf h n W±$£) tli $ 

*fc2xl0 4 ^<Z)Emt: h^jtH*t^l& ( * # 7 *%M NHDF-Neo) £A*K 
37^, 5%C0 2 Hm?f fc-C60^W>f ^=¥3.^— 60^, ^^-^ 

b&OtbU fee>^ i CJ6 37 0 C^PS.UT*5VN^y ^m^W^^-e^l^— b^r 
«si£U #3f*IBfl&£r^*/ — /METgUkflL GiemsaJk£,<H?l\ 3teWIWftK:*C 



HSrtfeWUfe, ^^JlTM^bfc^^^y /-<?>-mffi® 0.5ml fc, 50mM*Ite 
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%)\>*s r> A (Sigma *±§£ -C5080) Sr^tf t h jfcl^ h a >- If >-^$? (Sigma ffiBt T8885) 
(5. 0 NIH units/ml) £ < U 24 !7 ^/V^r/Vf"^ l>— h ('ff*** 

V^-f >-ttM No. 353047) ^ ^ y yftill^KlJ&itf^^ 

Lfc (n=3) 0 20#*. 7^^!) ^tifef yiltSiMt-ft 
$£U 24 !> a/W/l'^V— b (B;*:^ fyf-f^ >yis#M No. 353047) © 
jSlflUC^^y V^^#^S#W^?f^$-lirfc 0 4mM ^*=>^ 2%*->J36 

M353431) M^iNr^ 2X lO^COiE^t b &J#li*t3f (^#7/W 

^"thSNHDF-Neo) SrSft&BU 37<C N 5%C0 2 im«i£T^ V^^— f Ufc Q 2 I&IH] 
f s m<OWm^m.^tzMU^ Giemsa^#,iH-®#^~n-#yilUfc„ 1 *C 

• * - 

f^b^Co ^iSMl-ef^MUfc^^^y 0.5ml 50mMi£{b#/V^ 

<7A (Sigma C5080) Sr^tffc M« h a ^tf (Sigma T8885) (5.0 

NIH units/ml) t ^i^U 24 ? ^>V-*r A>*}-? U— h (0^^ h >- 

yV3^y^%t§g No. 353047) _LKl»] U "t\&*< b^mzft^m 5 «t 

SifftiMt?^#t, 4mM ^Vv* ^ 2%*->l& : f?lk$t£^tf D-MEM^tJl 
$ -Hrfc 2. 5 X 10* © ]Eit t b #M * 5feM^ WMU PT034) 
37°C. 5%C0 2 m&<O is*^—* KX 72 ^M^Ufc 0 *t 

bfco 0. 25% h y 7"-^^^ (-f >\f h n >4± 15050-065) 1ml ^!>x/Wc 
Sfe&qU 37<€, ffltl#X<< ^*»'<— ^rt-C»«o 30##, #M1»m*fflJ3$§r 
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HJJlXU 7* — # — ^#<D^JIg*fc^V\ CyQUANT Cell Proliferation Assay Kit 
(Molecular Probes tt*!)" "«rJf VVt, RI*fcil«Ufc^'W^#fflje©**» 

ttWUfc^ *««11?fWUfc7-f^yy— 0.5ml fc.BOniiaMt;*^ 
v/ ^ A (Sigma %fc*| C5080) £r£ tf fc h MM h u 1/ tf (Sigma *±®J T8885) (5. 0 

NIH units/ml) i: «:*■¥■< *HHB£-U 24 ? ^/W/V^W- b (P^-^h^ 
X-^^^y^thM No. 353047). Jt^^finU, W< b^tfft«5i 

frjfa.it «r£tf D-MEM 2. 5xl0 4 (DIES', t ,b FF» ' # 5 *~ 

• ' *fc» C2591) SrSfcbnU 37*C N Bjfc0|«tft©«»^-f ^=3f fclT 72 H#|^ 

&mm&ffi&v&3z^tco o. 25% h y ?*/\s8m u isv M»^*vtt 15050-065) 

lnd&#**/Wi:*ftbPU 37°C, ^K^>f >"¥a^*-^rt-effr*o 30^. Jff 

8stt<£>3Mg^&z:^V\ CyQUANT Cell Proliferation 
Assay Kit (Molecular Probes #M) SrJlV^ tHB'JUfco MMM 1 <D 
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UT 56ml ©>tSp"t* CPD (Citrate-phosphate-dextrose SIGMA. #M C7165) 

vtcmmmmx v mm x v m^mmK «t <o mm ufc] somi ^fe^ 

^-—^ (B*^ hl/fj^rl/yi/ftM No. 352070) Kl^U -2 7°C07y — 
if- (EEV-204N Whirlpool^) fc"C, 30£fWg$-^ m&iSl£fc 0 W£$0£ 

(KUBOTAth^3740) ^ICftt 30 £«fcebfc 0 MV^T^^^-Y 
^12°C^^Ufc, glJ»^4P^«^il^^-^%^b, 30^^cBbfc d ^ 
<£>^ ?£|^F*9 (SANYO Medicool MPR-510. 4<C) 30 #|?gf|g Ufc 0 - ft 

&fcaS'fr#lil (l.OOOg X15 £\ 1°C) &ffV\ -h?f&l&ScU 7>f^y>— <f 

^y-^^iS^^b (Fisher Scientific ^Pacific Hemostasis *c-y h) §r 

n i4.3m go mwt L.tz.tia.miz.^fozy j y* v /-^^M<DW}^mt 86.5' 

mgtfe!), ® Ifc^fi 16. 5% (14. 3/86. 5 X 100=16. 5) 't*tb o fc D 

EVAL^mW^-rS^^Bi (JI»^H:IEC-5 0W, *y K^7^*3 
0 0, 000 ^ b V) 5 7 A rf V y — ^^m^XOmW:^^ fc 0 Aspirate 
fe^J;oTpMUfc 0 2 0 cm500 *^m^ifc 1 t>OSr2m^bfc: 0 J«£A*b 

fc^^^^imamu-c.^^^^^ufc^y ^^-/Jf^r^o-C, 

<D 1 3€&S«l«I.U 8mL ^-C*^bfc„ mffi&m^ LfcP#Mte 1 35 S 6 

# N 2^111^ tn7^-T?fco^ 0 sms*©^ S-sf^mte, 

8. 3mg/mL fco fc 0 FJ^JW 1 } 3 1. 73mg/mL "Cfc o fc £ £ frh , ilMfcffiF* 

4 . 8 {g, [eUD^ 3 8 - £ ^-e $ f Co 



mwiM6 it h^mm&mm&mm mi) ^M-r^mmm^wm^m 
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f7^y y j^^mmm * y—tf^mm t t-c .5. 63m g /mL -ic^s «t 5 

*&*6t?WS) 0.3ml ^12!?3i;^f7 , V-K (P*^ h ^ ^r^yyt 
iNo.3 5 3 04 3) _h^^P U $ 20, 000 fatD HEL *PU& £r£tf 0. 02mL <D 
HEL $B!&$I$®?£&»] UfCo 0. 3mL <D 31. 3 NIH units/ml Obey tf (>* 
^^^-%hM»^Wm^^^J Tisseel ti#©t©^ttiffi) <H"rf 

v^^^.^— ^ • (*/*>r ^^s^itui bnai2id) rtcMbt, y/Hb^/s 

SraifT**, 7 -f :/y y^ltlrtt HEL «^s$tufc fc©*fmi/fc. 60 # 
leT/ig/mKDTT'o^y (Sigma %h A4529) Xt5J^*ft 10%<£ ? v^fi^f 

B#Hg^#*Ufc 0 Mii^fo$gkl£^taV CVllTiter96 Aqueous One'Solution Cell 
Proliferation Assay *v Y vk&&miZ.Xft^. 

jCffofcP^^^y /—y^lfeSfclfSKLfc tisseel (/^^ * * — #M£.%!>¥&} 

m.m&mm m^tfc^©»t 490nm K&tfzytytm & 1.00 

Wrm*. Tisseel *%.Wib LfcB#^J:b^UTV^^t i^V^J3&ii5it^tt^ U 
^2 





(Tisseel & 1. 00) 




2. 82 


^c^^ y ^ 


1. 89 


>tfM (Tisseel) 


1. 00 
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? • V jfiL m 5 0 ml[jk ^ * 400 ml|:*flt 56ml <D Jfc ^ t? CPD 
(Citrate-phosphate-dextrose SIGMA ^t$4 C7165) b fc^^S^J A 9 

iLJ;»5^i>^l&^^«9PMUfci]=lr, 50ml mM>l^~~? (p^^ 

No. 352070) l^U - 2 7tW7 y —if— (EEV-204N" Whirlpool 

^V>/<—Um*-2.5°CfcmfeVtz.^&>bWt (KUB0TA%fc^3740) ftfc^b 

30^-TOMUfCo ^r(Omx ^S^rt (SANYO %tWk 
Medicool MPRH510, 4*0 K 30 ftmmWVtc, Mm^'blbM (1.000gX15£\ 

y<^*te h n V tf tcm<5 < lftm<D 7 4TfV'j —^f^m%^V Y (Fisher 

Scientific %h Pacific Hemostasis *y hj. &IBV>. Mfe^M ft 

^jiM»^o fc 0 mux bfc 7 >r ^ y y — y ^*ri is. 7m g „ mm t vftMM^ 

yyiOi^Ift 94.lmg-C.fet), HUfcaptt 19.9% 
(18.7/94.1X100=19.9) "CfeofCo 

4>^*J^(-j:^^^^y /-y^a»^P^^tTofCc Discard jfe«r«JB U 

fc 0 itiuts (WB*-fb#y^^*v (*yft7^fi3oo, ooo^ 

hy), ©EVAL ht'7^fi3 0 0,0 OO^^V), ®PAN (^ VT? V 

p^MJ/K *5'bt7^fi2 0 0 1 OOO^by), ®CDA (t;l/a-^ 
i>T-fe^— K **yf>7^fi3 5 0, OOO^by) 3rffiV N fco S§ 1 0 
cm, i£^3 ciikD/J^E-v^— M^tl^fl2 0 0 0#3:3)5iftU J&^bfc 0 
Bin/Bout ^10 tOKJtU 1 0 0 mL<DjfoJt£r&kSbfc„ *Q;3J«*te 10m 

L/mintLfco #y£R#Mr±i b^iw-c*>ofc. m^skm^fDy^f^v 

^Vig^ 1. 7mg/mL KlStU 0)7. 2mg/mL(2)8. lmg/mL(D6. 5mg/mL©5. 9mg/mL ©7 
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. f*®^J 7 • ( * i'Stf?'* 3&g§^#^l& (CCL-44) »l#»J^i4) ■ 

nwo 4 -ef^jR Lfc&4&^tt&##0\ # mm^m&imtifo (atcc ~$c#-^- 
ccl-44) \z:tt-r z> ^-m^^mmmMmmmm^ x o xm& ufc 0 inm^a 4 -en 
tgbfc^-s^s/^ :/y /-y^ift&fc tt 

5. 63mg/mL fcteZ>& ?tgMXmm 0. 3ml £ 1 2 * x/W;Uf^ }> ( 0 
h Jc^yisftM No. 3 5 3 0 4 3 ) ±^^*n U $ 6>m 2xl0 4 <@cD CCL-44 

Mfa**ats 0. 02mL © CCL-44 nfaMM&%WM bfc o 0. 3mL <D 31. 3 NIHunits/ml 

S#U 37 < C5%^35f^^ V^a^— * BNA121D) ftl- 

3BBJfij6S^S$^i/t.fc©Srf^i!lU/to 60 167/zg/mL OT^Pfs^ (Sigma 

*t A4529) &tm8l£ 1096© * ^J&ffJfitffc&^tf Eagle' s MEM Jfcitt U ^ If b o 

^f$Hfcte. CellTiter96 Aqueous One Solution Cell Proliferation Assay ^-y 

vai^mWSEU^tTisseel SrJ£#fc bfc££©#fflJMc (ifcft 490nm 5 tRft 

£) £: 1. 00 h Ufc £ § ©ta^iST^ ufc ^ 3 Ic^-T £ 5 l-HWd 4 -efls*l Ufc. 
&4&^«>£*IWm, Tisseel £J&I§£ Ufc«PK:H«U"CV^*i/t)?(5v^i&l|l«tS 
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(Tisseel 3r 1. 00) 


*£#ISIifc (ps) 


2. 10 


'p^mm (evad 


2. 00 


*&&mm (pan) 


2.00 


^ifeBlfe (CDA) 


2. 33 




1. 88 


MM (Tisseel) 


1. 00 



rnmm 5 (^^fbjM^&t^jw^ 

; ##A£ 9 8^**8 Jfc 50ml [^@#J£LT7.0ml©CPD£»l) £r#fc 0 ^ 
y 1/ 1/ 7 * b ©^ifcfif ioiMk^Ws^^ ^HBW 2. 6 /z m v g tf 

it 90g/m\ J?^ 0.38mm) £ 25mm<*> fc^t>^#. r. tt^r 3 tfefifeT* 7 A (T K 
✓*^y*|h PP-25) tTftJSPtv *7Alu*ffiA 10ml Sr$fSL;fc:„ jfo.$fc#yffi3L 
10ml © y ^iteKWtffigJ&ifcSr 10ml «i£ t s gfe*£ bfc 0 r ©Jfef^Sr 3 Htff v\ w- 

30mi ©u ^iMM5^iStt"eft*bfc. ffl-a^sii-si^rattVN-rixfc 15 

(85.3%) zfafoJfcJi&JW (8.3%) jfD./jN*£ffiS^ (94.5%) 



0. 5 NIH units/ml hoy Vls&<£tt V ^tittl^t 1 ml 9 ^ 
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vmm 8 

Ba#*ffi^ p ^— b (B^^ byf^^yy^lil 353043) fcjsttfc OtiS* 

te^A-^fc 91ml). DMEM (-f ^ If h P V*fcSt) K tVH^>® 

•J* h y * A (ICN tfcSl) £ ImM, #j8S£CT ^ / H. (ICN #M) , Xt5 L-^/V* ^ ^ 

£2mM i:)fe5«t5.Sfetab, io%t>«e5<J:5^^VI&J^jfD.tff 

(StemCell Technologies £b) £ M X.fco =» ^ h o — ttT0.5 NIH units/ml h 
n V tf V^2fcU« y ^^1W&2g*«& 100 /ii L \Z.mU Lfc„ ittlJl^JiM 

5 ^T^^L^HUR^Sr 100 ai L » U 5%&Ife;tf *>f i^^-* KX 3 0 P9 



WM%0 ; 


fflUfflR (xlO 4 cells) 


©JRifc (100m L) 


9.6 ± 0.2 


*MR ( fnyify^ (loo mU) 


8.2 ± 0.6 


*fflB (yyf^i^t (ioo mD) 


7.1 ± 0.2 



Wflfefll 9 

u mi&mmmmm&&ffl^i£* h^#Mi^^iia2xio 4 ^sr 12 

/HW^ffl^- ^ (B*^ fyf^^yy^I 353043) ^Mffibfc («f 
ifiittfra^fcO lml), M&.Wrt^»i^ffl^Jfi].^SSli#±-lfe 

(^yifFni?x W±t£ Cat. No. 11111-044) 5%bt£S £ 

i/Jfelfcjkffi (StemCell Technologies %h) ^riB^fci 0 =« ^ b /V£ VX 0. 5 NIH 
units/ml hny tf^Sgi&K.U 5 y ^^SH£tSi§?&£: 100 ju L bfc 0 
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®BJ« (xl0 4 cells) 


^jfiL^ttJ#> (100 /zD 


1.10 ± 0.05 


MM (hnytv^t (ioo //D) 


1.01 ± 0.06 


>ra (y (ioo M L)) 


0. 71 ± 0. 09 



m©t)Ofifc5 (JHtftfttiEC-5 0W) o 
jU«-1 0 cm.iL^ 3 cmO/M^^a-zH^ 0 0 0 :£%?5^ l^J&^Ufc„ 
Piscard Ufco Bin/Bout ^10 ItKJg U 5 0 m L OlkltSr^Sbfc 

7.7mg/mLO^^^y y-^i/Oit«^#S-i^t*#fCo 
tel OmL/mi nT% .^®B#ligte 5#F*lT*&>ofc 0 <D 7 J ^ V S 

1. 7mg/raL T? & 5 7c #> N ^^^fi 4 . 5 {T? fco fc Q 

7 

t PCF^&^ISr/B^T Aspirate Sfe&l*^ tc a 2 0 c mSOO^jfi^ 

^y/iaot, *£*ftl$<fc<9^lL/c„ 2 0 OmL(D«£40mL£T-«tb 
f c ^ - 5, 7^^!)/- y^tSte, 8.9mg/mL £&o7c 0 J^iM.^ 1 * 1 ^^ 
1. 9mg/mL T'&ofciid^, 4. 7 {g<D}§^{£^£#5 ^ h fc 0 
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^MM 7 t mMfc Aspirate fc„ 2 0c m500 ^SrJfcfefcfcOS: 4 3fctfs 

^?-^y/(aot, ^*'rtflfc£0!lK3itfc. 2 0 0 mL S>jfoJt£ 60mL 
ItU 3I£^T#C<D l'3fc&8H*Uft§l Lfc„ 20mL *t?Si3|g^; 3- *@ 

tRtfel*llltt, 4 3#Trfcofc 0 7^/y/-^yi|gH 16.3mg/mL fcfco 
fco B.&SkmtiP<Dmm& 1. 8mg/mL -Cfeofcr t^^> N 9ffif©il«&ffiP*Sr#5C £ 

IBM 9 

HI 7 ^^-r^otO JiLlHt^lSI^ 7 ^ *5 ± tJ«jfoJl5i&;27 7 A x *5 «fc t*0 8 
TfCo - 

(2 4) «:3S5aUTx «^*#lfiL#^®^«, 
.^iijfiL^l^^il^tbs WO (2 2) RTF (2 3) frhmtiSZtlZo 
jkmftMXv&t VXte^is^-!?— ^7/W3-/HcT3- ?V 

/VD-^v'TtT- h 4>£tifcNiJig (¥*&?Ui 6. 1 m nu * y b 90kDa) 

CPD JP^JfiL 500mL — JfeflSS 100mL/^T?JlD.Sji^«l* 7 -M^A U 200mL 

Alio, M^iljlUfdife^ (WT> Zi&skM) Sr— JKUta 25mL/^-e«5ig 

r OgiSfc: iot, 5i©JfoJt 158mL *3 £ T«Ml*&l 8mL £ £ fl*"? * fc„ 
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Wk& 42mg/inL t? o fc<, • 

x (34) vtcmt \?~/i'm6Lmft&'< v? (32) h * 

8mL £ iSHkfb hoy b'^jfiL^ 5mL £: U 7 W ^ V 

AX&J*£fc»*AXIIi«fc Bf»i^»M^> 7;^?y©^i 

3«5fc*£«>£& k 2 0 0 2 - 2 4 3 9 2 3 X.Z$Wm 2 0 

02-24429 4(DWmmfcmfc(Dfo®fe^*VM®m<DM^<D—Ub Ut* 



43 



WO 2004/018615 ^ppT/JP2003/010692 



2 ^iBifc© ^ zf y ^tf&^K) 

5. Ot1ftfV\ DiaiSM 0t*^+ 1 5^ 

x-n ?m&m. 3 * fc r* 4 khb«© 7 >f ^ y ^^r4»^wa#*to 
e. striae yy t hjfiL»^jk^^®^etrfflVN 

/us— sv^jra-frK pan c^yr^y n^hy/v), cda (-fe^a-^^rtf- 

io. SWE+a**©* y 0, 0 0 0^/Vh^±3 0 0, 0 
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o o ^/v h y^T"Cfc5iM 6 — 9 o^tt^tcffifjp^ -f ^ y 
ii. «WB^*lRo* y >a-:7|fcflsi 5 0, 0 0 0^fy»±4 0 0, 

* gg^^i 9 m^mhtc *) K$m.irz> y* y / Bout £ 

<Dtb Bin/Bout 2 — 20 O^ffl-CfeSif^ 1 2 l^|B^07 ^ y 

1 4 . f&lB Bin/Bout Jfcd* 5-10 <£>«&ffl-C & S1*3fc3g 12t fcf* 1 3 ^fBife 

1 7. MIBEt J S*<Z>^S^«$*5JlD.*©*Cinitial £££ ttiM^ 
y J — ^^**I^O*Cend ©tti. Cinitial/Cend it^S 2 — 20 <D^ffl-efo31f3$ 
1 8 . b&IB Cinitial/Cend tfc*S 5-10 ©<6H"C*>SW^* 15 — 17 Ofa 
1 9. StrSBl'S*0^ffifcg!tt$*S^«Si#JfiLitO*^5 X 1 0" 5 ~5X 
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1 0" 4 m\ ii^f 5^^©^®i^0, 0 0 1~lm 2 , P^SIIC £ 5^J£ 
^SO. 0 0 1~0. 0 8 MP a ^-T^lf^i 5~1 8 <DfiSfhfatet?M<P7 -f ^ 

y y^f^f^lffl-; . " 

2 0. mm^^yv y-t?^mmkmw& 9 

21. y / — Whn— \<DiaMfrb'&bft>-fc.'*> 

23. jkwi*i&»> mmnfo, mtmm, mm^m^ mm, #ir 

2-4. ff^l~2 3©ttfra>K:fB*W>:7-f :/y >^r*^»*WJSyi»Sr« 

25. mib«^ jfiL^rt^« N ra^^m, 
-pbibj^ ifMsa. i^m^5tJfiL^m^e>^^p^b 

27. *tt*t at • &fc%mMW(Difi£TX'i%m%ft ? mm. 2A~i§<Dm 

2 7 ^lE«fe^^o 
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(2) (1) -e# t>tiit.mffim&*. 'i/h^Sfe* u #if^HH5^2t' 

(3) (2) T-#k;ftfc:7^*-i;i;iM^^ 

8 ^fSS^^ifeo . 

3 0. tulBjfiL/J^?&'I4'fb#>«^x ATP, ADP, — Rtfhtz^fc*^ 

si. MiB3NBisii5B • *wb*fiMfejPt#* &tfa&frbtkmtstbz>®mx~hz>fii 

2 7 lE|B<ft©*?feo 

(2) (1) ^#^^fc7^/^^^^fijfc^tt^«^^!HlllX^^fflU, 

(2) (i) x*'&bin,tzL-7 ^ >\"?-k, sh^mmmkmnt&ihL&ftmkmn*:^ 

X@& 

m 2 4 ~ 3 4 <DMtbd^C|5S^^feo 

3 6. ^^^y /— y^^com^fc5ia.»^ km®.*? j^?—^ 

ai-f CifcJ:oT#btbfct><D-Cfc5lf^2 4~3 4 (Dfa^i-lBic^iSfco 
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3 8. it ^ 3 7 fcmm(DMm&m®*frte^^&&*. mm'%&tftc.mm 

40. utrisftBW, stm^m^ iiifusa^ ^^m^m, 

'WMfa. ffflilM.. P«^5tJfiL^M/?i^^$)il^^ 

41. 7>f^y ^w^^Mm^#^>^fe^|g^^^^^^fc^"c^ 

(1) t hjfiL#<lrJfiL^^®^J:oTa^i-^^ ; 

(2) t brt^*&BJ^*®^^Ai-§^ ; 

4 2. ttrlBifiL^^®^^^ y h 3r?m$ 8 0, 000 K^Jt 3 0. 
o, o o o^h^ms- ^W^-rsit^^ llclB^cDiy^^Ao 

4 3 . MfBjfiL^^PfJ^^^ y h kr7fe& 15 0, OOO^h ^^Jb 4 
0 0,0 0 O^b^TtfcSi t^#m^-r5lf^4 1^|S^(D^XA 0 
4 4. HulE«^^lliBl^ , 1 3 ^^T'fc^ff^3l4 2X144 3 \Z.WM<Dm. 

7;V3-/i,M^W, PAN (^U7^!)n=M);w) N CDA (i?;i/P>-7i?7tT 
— CTA (■fe/VB'-^ b y T~ferT"— b) ^fe^a^b51{m5fRT^ s — o 

trfe r ^ i" ^li^ 3 ! 4 4 IcfEm^ v-^> T 



48 



WO 2004/018615 ^^T/JP20u3'0l»V>»3 



4 8. MIB^^^#5^55S % MIS^M^S^t-t^^iipo-o^^ 

5 2. t&ia^^^A^iirS^Btffifc^t) (^S^S^lrf^* Bin i: 

4>^^ j; «9 mtmm-htL v «m-r 57 y / Bout t 

<Dit Bin/Bout & 2 ~ 2 0 O.^IST*fcaff Jfc9C 5 1 IB^Ii^i/^^^cDMfe*- 
*fc 0 

• 5 3. tulBBin/Bout lt^5~l 0©^ffl-T?fe^f*^3g5 2 ^|Stfe(7>^$§^ 
5 4. ik^^®^etc^o^?)4 I ^©^^t hMtSr^M;*-^ 

5 5. Jfojt£r, ^^O^l^M^^ ^<Dgg^ ^Q&fimfrbftmfc 
3ib bT^#J&#£aSi§£*56^ 04>SIHJ Affile U ®3R-£oT^ 

y / — ^^^^OiCend (Dit s Cinitial/Cend Jfcj&* 2 ~ 2 0 (Dfga^&Sff 5fc 
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5 7 . tfflB Cinitial/Cend 5 ~ 1. 0 £>fSffi-t?fc « 5 4 fcffftlKOft 

5 8. iwa4'a*'©^i£^s*5Si^JMjiSLiji©*^5.x 1 o- s ~5 x 

1 0- 4 m\ iJ5*$t5f^<D^®^0. 0 0 l~lm\ K§im«t5^ffi 
^o. 0 0 1~0. 0 8 MP a 5 .4 5 7 (O^SMAZ^M^WM^ 

5 9 . TIBO^S: : 
( 1 ) # y b 8 0, 0 00 ^/V h >U± 3 00, 000 ^ b V£AT<£ 

( 3 ) tuis7 ^ y j -tf^mmwfrb ? * ~f v >m$&8&t& !! ?& ; 

(4) »9©^WJllL*t«rft3Wfli'i-«*a.; 

6 0 . TiBcD^IS: : 
(1) *ybt7l^l 5 0, 0 0 0^f^±4 0 0, OOO^/Vh^T 

(4) n*)<Dftm&Lm&wmm'rz¥&L; 

5 9Xfi6 Ot^lfEifeOv'^'XAo 

6 2. tulBt hJLm^^i-^^^s ^JftLd^JfiL^^r^m-t-S^^tf 
IS^JS 5 9*^6 1 ©fa*L3&»te:fB<t<0 

6 3. StrfBfc hitt*&#*-*-*#l§WS, SS^lBtfcSVNttlK^MI 
^SrOfcSW^^SS 9~6 2^{RTiL^(^|5^<Ov'^-7 L ^„ 
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j«£f§iH-"5fif* 3 S 5 9 — 6 3 ©^ft^l^ft©'^;*^ Ao 

■6 5.. ftfIB7^^y /-yvilft^^Mk b n Vlf>^^#5lf^5 
9 ~ 6 4 <DtfStlfr\Z^&1&(D iy^T&o ' 

6 8. tuiBtuiix^^> #e>tb57w^y — 

07^^P y^y>-^jfiL^t UTff®i-^^^tPtS^5 9-6 7<Dfatl 

5 9~6 8 ^-fpTtV^kiS^^v^^X^o 8 

7 0 . TiB<7>X3£ : 

(1) h^-7-fi£^8 0, 0 0 0^b^JL3 0 0, 0 0 O^A-b^T^JfiL 

(2) muy^^v/-^>mmmy^^v /—^^^<^m^^nim 

(4) RXfi* atXD^-mjfc-^SrlfflJffii-^XS ; 
7 1 . TlS^xm : 

(i) *y Y^rym^i 50,00 o^;H>y£t±4 o o, o oo^h^TO 
#pj«K:#lif-r$xm; 
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(4) Xt*, a«9^®iL^^WJffli-^>xa ; 
7 0 Xtt 7 1 fc|B«t©#ifeo 

7 3. tuiat b«£$pfc-r$xm#^ ±jkfrhshm&ftmtz^n*^& 

ft^^7 0~ 7 2-<Dfa*LJ&»£fBJft©#Sfcb 

Sfe'S»*3K7 0~7 3 <Dtf!tlfrKmWt<Oj5fe 0 
7 5. jfeiBI^^SIRKi J: o -c#® UT#fcB <9 pa-ML*** JL$t#lf£^ 

|f^3S 7 0 ~ 7 4 ©fa;ft,j&>fc1E<fctf>3rJ&o 
gSr£t? If 7 o ~ 7 6 <Di5Stlfr1,Z.%5M<D%W:o 
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Box I Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet) 



This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

' ; • * ^ ■ 

1. [x] ClaimsNos.; 38-40, 72-77 ' 
' because they relate to subject matter not required to be searched by this Authority, namely: 

The inventions as claimed in the above claims pertain to methods for treatment 
of the human body by therapy or diagnostic methods. 



Z Q ClaimsNos.: 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 



3. | | ClaimsNos.: , 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of invention is lacking (Continuation of item 3 of first sheet) 



This International Searching Authority found multiple indentions in this international application, as follows: 
(See extra sheet.) 



1. J~x] As all required additional search fees were timely paid by the applicant, this international search report covers al! searchable 

claims. 

2. Q As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 

of any additional fee. 

3. Q^j As 0T,lv 501116 of the required additional search fees were timely paid by the applicant, this international search report covers 

only those claims for which fees were paid, specifically claims Nos.: 



4. □ No required additional search fees were timely paid by the applicant. Consequently, this international search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest Q^J The additional search fees were accompanied by the applicant's protest. 

[">T| No protest accompanied the payment of additional search fees. 
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• Referential .document : . ' . . 

1. International Patent. Publication No .513073/2001 

According to the statement in the description of the present case, 
it is recognized that the invention as claimed in claim 1 relates to 
a fibrin-containing biological scaffold material to be used in the case 
of employing a fibrin composition for the regeneration of a human tissue 
and cell proliferation, characterized by containing a mixture of a 
fibrinogen concentrate, which is obtained from human plasma by a quick 
and rough purification method, with a fibrinogen activator. Thus, it 
appears that there is a technical relationship to the inventions as claimed 
in claims 2 to 40 involving "a special technical feature", i.e. , being 
a fibrin-containing biological scaffold material containing a mixture 
of a fibrinogen concentrate with a fibrinogen activator. 

On the other hand, it is recognized that the inventions as^ claimed 
in claims 41 to 77 relate to a system for concentrating fibrinogen from 
human plasma with the use of a plasma component fractionating membrane 
to obtain a fibrin-containing biological scaffold material, a method 
of operating this system and a process for producing a fibrin-containing 
biological scaffold material by using a" concentration system with the 
use of a plasma component fractionating membrane. However, it cannot 
be said from the following two reasons that there is any technical 
relationship involving the same "special technical feature" between* the 
inventions as claimed in claims 1 to 40 and the inventions as claimed 
in claims 41 to 77. (The term "special technical feature" as used herein 
means a technical' feature that defines a contribution which each of the 
claimed inventions, considered as a whole, makes over the prior art. 
See, if needed, Rule 13.2 of the regulations unc^p.r the Patent Cooperation 

Treaty. ) ' . * ' 

(1) It cannot be recognized that such a fibrin-containing biological 
scaffold material contains a mixture of a fibrinogen concentrate with 
a fibrin activator. 

(2) Although the inventions as claimed in claims 41 to 77 have a common 
constitution of concentrating fibrinogen from human plasma, it is 
described in the document 1 to extract fibrinogen from human plasma. 

Such being the case, it is concluded that the present application 
has 2 groups of inventions, i.e., the inventions as claimed in claims 
1 to 40 and the inventions as claimed in claims 41 to 77. 
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